. Both JAKs are required for cytokine responsive STAT activation in IFNα, IFNγ and IL-2 systems. (a) U4Cγβ or 11.1 cells were transiently transfected with WT JAK1 or TYK2, respectively, or with vector-only sample. IFNa responsive ISRE-Luc reporter was co-transfected to detect the STAT1 activation and pRK-TL. Neither JAK1-deficient U4Cγβ cells or TYK2-deficient 11.1 cells could respond to IFNa stimulation without transfecting the JAK that was not endogenously expressed (indicated in the headings). Errors are SD of triplicates. Cell lysates from U4Cγβ cells were immunolabeled with HA (JAK1), STAT1 and pSTAT1. The pSTAT1 status correlated with the activity data. (b) U4Cγβ cells or JAK2-deficient γ2A cells were transiently transfected with JAK1 or JAK2, respectively. IRF-GAS, IFNγ specific luciferase plasmid was used to detect STAT1 transcriptional activity and the values normalized with pRL-TK values. Errors show the SD of triplicate samples. Cell lysates from U4Cγβ cells were immunolabeled with HA (JAK1), STAT1 and pSTAT1 and the pSTAT1 status correlated with the luciferase data. (c) U4Cγβ cells were used to analyse the IL-2 systems similarly as above. Spi-Luc2 vector was used to detection of the STAT5 transcriptional activity. Right: an immunoblotted cell lysates and analysis of the pSTAT5/STAT5 ratios -/+ IL-2 with only JAK1 or JAK3 transfected. For pSTAT5 analysis, HA-tagged STAT5 was co-transfected. Figure S3 . Effects of the αC-mutants in trans. (a) JAK1 L633K effectively inhibits JAK3-driven constitutive pSTAT5, while JAK3 homolog have no effect towards JAK1 V658F. HA-tagged JAK1, JAK3 and STAT5 were transiently transfected into U4Cγβ fibroblasts and stimulated with IL-2 or only starved. pSTAT5/STAT5 ratios were analyzed and the graph shows the averages and errors as SD of triplicate samples. (b) U4Cγβ or γ2A cells were transiently transfected with JAK1 L633K or homologous JAK2 mutant and their inhibitory potential was tested against V617F or homologous JAK1 mutant -/+ IFNg stimulation. Cell lysates were labelled with HA, STAT1 and pSTAT1 and the graph shows the pSTAT1/STAT1 average and SD from triplicate samples. The upper graph shows only the basal values from the lower graph. (c) U4Cγβ cells were transfected with TYK2 V678F and with WT JAK1 or JAK1 L633K. pSTAT1 from the un-stimulated cell lysates were analyzed, but no reduction of V678F driven hyperactivation could be detected. 
